Supplementary
: Fractionation of mitosomes from the E. histolytica trophozoites expressing Tom40-HA. A, A scheme of mitosome purification by the Percoll gradient centrifugation, as previously described 1 . B, Immunoblot analysis of the fractions after the second Percoll gradient ultracentrifugation. Approximately 9-µl of each fraction was subjected to SDS-PAGE and immunoblot analyses with anti-Cpn60 and anit-HA antibody.
Supplementary Figure S2:
Immunofluorescence analysis of Tom40-HA in E. histolytica. The samples were prepared and examined as previously described 1 . Arrowheads indicate the mitosomes where Cpn60 and Tom40-HA are co-localized.
Supplementary Figure S3:
Immuno-EM analysis of Tom40-HA in E. histolytica. The samples were prepared as previously described 4, 5 and examined by electron microscopy at Tokaii Microscopy., Inc (Nagoya, JAPAN). Large (20 nm; blue arrows) and smalle gold particles (10 nm; red arrowheads) indicate Cpn60 and Tom40-HA, respectively. the OCTOPUS (http://octopus.cbr.su.se/), and the SOSUI (http://bp.nuap.nagoya-u.ac.jp/sosui/) programs. However, the HMMTOP (http://www.enzim.hu/hmmtop/) program indicated that E. histolytica and E. dispar Tom60s have one transmembrane helix at the amino terminus. These proteins were also predicted to possess no signal peptide by the SignalP (http://www.cbs.dtu.dk/services/SignalP/) program. The double-underlined region indicates the polypeptide detected by LC-MS/MS analysis in both the 60kD band of the 600 kDa complex immunoprecipitated from the Tom40-HA lystes (Fig. 1c and Supplementary Table S1A ) and the band corresponding with the 600 kD complex (Supplementary Table S1B ). The single-underlined region indicates the polypeptide detected only in the 600kD complex immunoprecipitated ( Supplementary Fig. S5 and Supplementary Table S1B). Figure S5 : BN-PAGE and immunoblot analyses of E. histolytica trophozoites expressing Tom40-HA. A, Coomassie brilliant blue-stained gels of BN-PAGE analysis. The 100,000 × g organelle fraction (60 mg) was solubilized with 2% digitonin or 2% n-dodecyl-b-D-maltoside (DDM), and subjected to BN-PAGE analysis. After the electrophoresis, the gel was stained with 0.1% Coomassie brilliant blue R-350. B, Immunoblot analysis. When the fraction was solubilized by 2% DDM, the specific 600 kD band (arrows) was not detected. The specific 600 kD band detected in the digitonin-solubilized sample was subjected to LC-MS/MS analysis. The specific E. histolytica polypeptides detected in only the digitonin sample by LC-MS/MS analysis are described in the Supplementary Table S1B.
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Supplementary Figure S6:
The secondary structure of Entamoeba Tom60s and mitochondrial receptors. The secondary structure of Entamoeba Tom60s, rat Tom20 (NCBI ID: Q62760), and yeast Tom70 (NCBI ID: NP_014278) are predicted by PSIPRED. Crystal structure IDs of rat Tom20 and yeast Tom70 are 1OM2 2 and 2GW1 3 in Protein data bank, respectively. Green and blue boxes indicate putative α-helices and β-strands predicted by PSIPRED, respectively. Gray boxes on rat Tom20 and yeast Tom70 based on crystal structure indicate unknown regions where the crystal structure is not solved. Dashed boxes indicate TPRs predicted by the TPRpred and the crystal structure 2, 3 . Note that the fourth TPR of E. histolytica and E. dispar Tom60 (also the fourth and fifth TPRs of E. invadens Tom60), predicted by TPRpred, contain a β-strand by PSIPRED. In addition, the third TPR of E. invadens Tom60 is undetectable in E. histolytica and E. dispar Tom60. Therefore, the presence and absence of these putative TPRs need to be further verified. 
Supplementary
